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TABLE 2. Minimal concentration of 7 iposome-JT3002 required to 
induce production of nitric oxide in murine macrophages 



Lipid 

roncentrat ion 
(nmol/well ) 




NO (uM 






JT3002 
(0.1 mg) 


JT3002 
(0.02 mg) 


JT3002 
(0.004 mg) 


JT3002 
(0.0008 mg) 


25 


27' 


23 


10 


1 1 

1 1 


12.5 


26* 


20* 


14' 


9 


6.2 


24* 


17' 


12' 


7 


3.1 


24' 


16' 


10 


7 


1.6 


21' 


13* 


9 


7 


0.8 


17' 


11 


9 


7 


0.4 


19* 


11 


10 


7 


0.2 


18* 


10 


10 


6 



Macrophages (1 x 10 5 /well) were incubated in medium containing 10 U/ml 
IFN-y (control) or medium containing 10 U/ml IFN-y and different concentrations 
of liposomes containing 0.1 mg, 0.02 mg, 0.004 mg, or 0.008 mg JT3002 in 300 
phospholipids. NO production was determined 24 h later. The values are the mean 
NO proudction in mM of triplicate cultures. Variation from the mean did not 
exceed 10%. Macrophages incubated with medium plus IFN-y or medium containing 
IFN-y Plus LPS produced 9 and 25 jxM NO, respectively. This is one representative 
experiment of three. 
'P<0.001. 
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TABLE 4. Activation of tumoricidal properties in macrophages from 
LPS-responsive (C3H/HeN) and -nonresponsive (C3H/HeJ) mice 



1 A m S A 

Lipid 

concentration 




C3H/HeN mice 




C3H/HeJ mice 


(nmol/well ) 


NO (mM) 


Cytotoxicity (%) 


NO (/iM) 


Cytotoxicity (%) 


20 


23* 


35* 


32* 


40* 


2 


11 


28' 


26* 


32* 


0.2 


2 


13 


13 


27* 


0.02 


5 


7 


9 


11 


0 


2 


3 


0 


6 


LPS (1 M9/ml) 


23* 


36* 


8 


12 



Macrophages (1 x 10 s /well) were incubated in medium containing 10 U/ml IFN-y 
(control), or medium containing 1 /xg/ml LPS (positive control), or medium 
containing different concentrations of MLV containing 0.1 mg JT3002/300 /iM 
phospholipid. After 20 h incubation, the cultures were washed and 1 x 10* 
[ 3 H]TdR-labeled K-1735 M2 cells were added, NO production (nitrite) was 
determined after 20 h and cytotoxicity was determined after 72 h. The values are 
the mean of triplicate samples. Variation from the mean did not exceed 10%. 
This is one representative experiment of three. 
7><0.01. 
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TABLE 


5. Duration of 


tumoricidal 


activity in macrophages 




incubated with 


liposomes containing JT3002 




Days post- 


NO (uH) 




Cytotoxicity 1%) 


activation 


Medium 


JT3002 


Med i urn 

1 ICU 1 Mill 


JT3002 


1 


0.9 


31.8* 


5.9 


49.7' 


2 


1.3 


34.0* 


6.6 


19.8" 


3 


0 7 


27.7" 


4.1 


19. 2" 


4 


4.9 


4.0 


5.9 


4.8 


Reactivation 










5 


2.2 


33.7* 


3.0 


41.0* 



Macrophages (1 x lOVwell) were incubated in medium containing 10 U/ml IFN-y 
(control) or medium containing 10 U/ml IFN-y plus 1 nmol/well of MLV containing 
0.1 mg JT3002/300 /iM phospholipid. After 20 h incubation, the cultures were 
washed and fresh medium was added for 0, 1, 2, 3, or 4 days. At the different 
time points, 1 x 10 4 [ 3 H]TdR-l abeled CT-26 cells were added. NO production 
(nitrite/nitrate) was determined at the indicated times. Cytotoxicity was 
determined after 72 h of continuous tumor-cel 1 -macrophage interaction. The 
values are the mean of triplicate cultures. Variation from the mean did not 
exceed 10%. This is one representative experiment of two. 

7><0.001. 

b P<0.01. 
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TABLE 7 

Combination Therapy of MTP-PE and CPT-11 for Mouse 
CT-26 Colon Cancer Liver Metastasis 



Oral 

treatment 
Saline 
Saline 
Saline 



CPT-U 
Saline 
50mg/kg 
100 mg/kg 



MTP-PE 50 mg/kg 
MTP-PE, 100 mg/kg 



Weight 
ill 

1.5 ±0.1 
0.6 ± 0.2 



Spleen 



Tumor 
size (mm) 



Liver 



Weight 



1.4 ±0.7 7.4 ±1.6 
8.3 ±2.0 2.0 ±0.3 
All mice died. 



0.6 ±0.2 10.4 ±2 
0.3 ±0.1 5.6 ±2 



2.2 ± 0.7 
1.2 ±0.1 



Median no. 
metastases 



>100 
30 



30 
4 
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Table 17. Induction of NO production in macrophages by free-form, formula 1, and 
formula 2 JBT 3002 



1 . Macrophages: TG-M0 from C57BL/6 mice. 

2. Treatment of macrophages: Macrophages in 96-well plates (lOVwell) were incubated 
for 24 hr with JBT in the presence or absence of IFN-y (10 U/ml). Nitrite in the 
culture medium was then determined. 

3. Results: 



JBT cone, 
(ng/ml) 


Free JBT 




Formula-1 JBT 
(pH 1.5-7) 


Formula 2-JBT 
(pH 8) 




medium 


IFN-g 


medium 


IFN-g 


medium 


IFN-g 


10 


8.4 


60.9* 


2 


50.7 


2 


! 47.4 


2 


0 


53.1 


0 


38.6 


0 


38.1 


0.4 


0 


44.7 


0 


34.8 


0 


33.5 


0.08 


0 


41 


0 


25.5 


0 


20 


0.016 


0 


33.7 


0 


6.3 


0 


1.9 


[ 0.003 


0 


17.5 


0 


0.4 


0 


0.7 


0.0006 


n.d. 


n.d. 


0 


0.5 


0 


2 


0 

m nit i t\A 


0 


0.6 











• nitrite: jiM. 



LAL endotoxin test: 



No endotoxin was detected in the free form JBT3002, Formula 1-JBT, and 
Formula 2- JBT at a concentration of 0.08 ng/ml of the reagent. 



88 



Table/f. Induction of NO production by JBT 3002. 



1. Materials and Methods 

1) Macrophages: C57BL/6 mice, TG-M0, 10' cells/well in 96-well plate 

2. Results . . . - 

. . < vl&fefc£ .'P.S -*»*f 

JBT3002 Free form - ~~~~~ 

(ng/ml) _ 



filtered 



unfiltered 



Medium IFN-y medium IFN-y ~~ medium IFN-y 



10 
1 

0.1 
0.01 
0.001 
0.0001 



0.5 
0 
0 
0 
0 
0 



47.1 
37.7 
27.7 
19.5 

8.5 

0 



0 
0 
0 
0 
0 
0 



41.0 


7.0 


53.0 


29.3 


0 


44.5 


20.9 


0 


34.1 


7.7 


0 


26.2 


0 


0 


4.3 


0 


n.d. 


n.d. 




Endotoxin was not detected by the LAI «« av oil ~r «u ^ 
of JBT3002 at concentration of 0.1 n^/ml * " ° f P re P arati °n* 



4. CONCT JTSTOM. 



activatilnX™^ Tn^^ ** "* — * <> f «™» in 
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